1. Introduction {#sec1-1}
===============

Bio-microrheology is the quantitative study of mechanical properties of live cells \[[@r1]\]. Variations in mechanical properties are intrinsic indicators of ongoing cellular processes such as increase in elasticity of certain cancer cells \[[@r2]\], change of membrane stiffness in malaria-infected red blood cells \[[@r3]\], changes in cellular adhesion \[[@r4]\], and so forth. The measurement of rheological properties of cell membranes is advantageous since it may also indirectly provide information on the internal structures of cell \[[@r1]\]. A number of different techniques exist to assess membrane rheological properties of live cells. These include atomic force microscopy (AFM) \[[@r5]\], optical and magnetic tweezers \[[@r6], [@r7]\], pipette aspiration \[[@r8]--[@r10]\], electric field deformation \[[@r11]\], and full-field transmission phase microscopy \[[@r12]\]. Many of these methods are invasive and use large deformations that may lead to cell damage or cell's response to mechanical strain rather than its intrinsic response. For point-measurement techniques such as AFM, the time scales to probe large surface areas of cell membrane are in minutes, preventing the study of high-speed cell membrane dynamics over a wider surface area. Full-field transmission phase microscopy has been successfully utilized to measure membrane flcutuations in red blood cells over a broad range of temporal and spatial frequencies \[[@r12]\]. Furthermore, the measured membrane fluctuations can be used in appropriate mathematical models to calculate rheological properties of red blood cells \[[@r13], [@r14]\]. However, for most type of cells, which have complicated 3-D internal cellular structures, transmission-type optical techniques will not be suitable as they will probe a combination of membrane as well as bulk properties of cells that are difficult to decouple. In this context, properly designed reflection-based phase microscopy with depth-sectioning capability can play vital role to exclusively access the membrane dynamics of nucleated cells. Moreover, transmission mode techniques measure relative phase shift induced by the sample with respect to that by the medium. Thus, the measured phase shift is proportional to the refractive index difference, Δ*n*, between the sample and the medium. In contrast, reflection phase microscopy techniques yield phase measurement proportional to the index of refraction, *n*, of the medium rather than the relative index, Δ*n*. Thus, reflection-based optical methods promise a 2*n*/Δ*n* advantage in measurement sensitivity over the transmission-based optical techniques.

Low-coherence interferometry is necessary to exclusively sample the reflection signal from the depth of interest. In the past, both spectral domain as well as time domain optical coherence tomography (OCT) based implementations of reflection phase microscopy have been reported \[[@r15]--[@r19]\]. Joo *et al.* and Choma *et al.* have independently developed similar setups using self phase-referenced spectral domain phase microscopy setups using point illumination \[[@r15], [@r16]\]. Ellerbee *et al.* used the phase sensitive OCT based configuration in \[[@r15]\] to visualize the motion of intracellular structures \[[@r20]\]. In recent past, we have designed and developed a quantitative phase microscope based on spectral domain OCT and line-field illumination \[[@r19]\]. The line-field reflection phase microscope exploited low-coherent illumination and confocal gating to successfully obtain the surface profile of cell membrane with sub-nanometer axial resolution. Using the line-field approach, we demonstrated 1 kHz frame rate with more than hundred data points along the line illumination. The first full-field phase sensitive OCT was reported using swept-source OCT configuration, which required 1024 wavelength encoded images to generate a volume phase image \[[@r17]\]. Moreover, the acquisition rate (25 ms integration time per wavelength) was not sufficient to observe cellular dynamics. In order to observe intrinsic membrane motion of living cells, Yamauchi *et al.* developed a full-field time-domain reflection phase microscope based on phase shifting interferometry and captured sectional surface profile of living cells. But the time resolution was limited to 1.25 sec due to the need for taking multiple images \[[@r18]\]. There was an attempt to use an off-axis digital holography with low-coherence source to take a full-field phase image in a single shot \[[@r21]\]. But the tilting of reference mirror caused uneven interference contrast and thereby impeded full-field imaging.

In this paper, we present the first single-shot full-field reflection phase microscope based on low-coherence interferometry and off-axis interferometry. Its unique design provides the wavefront tilt in the reference beam such that it interferes with the sample beam across the whole field-of-view. The single-shot interferograms are processed to determine the optical phase of the beam reflected back from the sample under investigation, providing its surface profile without the need for raster or 1-D scanning. Since single-shot interferograms are required to retrieve sample phase, the amount of light returning from the cell and camera frame rate will define the speed of the surface imaging. We have demonstrated 1 kHz full-field imaging (2400 times faster than the work reported in Ref \[[@r18]\].) to observe the membrane motion related to the thermal fluctuations in HeLa cells. The measured membrane fluctuations, which are typically on the order of a nanometer or less, can in turn be used to estimate mechanical properties of plasma membrane in nucleated cells using methods similar to that for erythrocytes \[[@r13]\].

2. Full-field reflection phase microscope {#sec1-2}
=========================================

2.1 Experimental setup {#sec2-1}
----------------------

[Figure 1](#g001){ref-type="fig"} Fig. 1(a) Schematic of full-field single-shot reflection phase microscope. SMF: single mode fiber, Li: i^th^ spherical lens, BSi: i^th^ beam splitter, G: diffraction grating, Si: i^th^ spatial filter. (b) Typical interferogram with a flat surface as the sample after subtracting the no fringe image representing the DC signal. shows the schematic of our single-shot full-field reflection phase microscope (FF-RPM). Light from a mode-locked Ti:Sapphire laser (center wavelength, λ~c~ = 800 nm) is coupled into a single-mode fiber for delivery as well as for spectrum broadening. The full-width-half-maximum spectral width, Δλ, at the fiber output measures 50 nm, which yields a round trip coherence length of 4 μm in a typical culture medium with refractive index, *n*, equal to 1.33. The sample beam that travels through lenses L2, L3, L4, and a water immersion objective lens L5 (Olympus UPlanSApo 60×/1.2 W), reflects off the sample surface and makes an image of the sample on a high-speed complementary metal oxide semiconductor (CMOS) camera (Photron 1024PCI) via L6 and L15. The reference beam, which passes through L7, L8, L9 and L10, is diverted on its way back using a beam splitter BS2. Portion of the reference beam that goes back through BS2 is blocked using a spatial filter S1. On the other hand, the deflected beam passes through L11-L14 and combines with the returning sample beam at the 3^rd^ beam splitter BS3. For off-axis interferometry, a diffraction grating G is introduced in one of the conjugate planes. Out of multiple diffracted orders, we choose only the +1^st^ order by placing a spatial filter S2 in the Fourier plane of lens L12. As a result, the diffracted reference beam interferes with the sample beam in the image plane at an angle. We note that the period of the diffraction grating and the magnification between the grating and the camera provide the desired angular shift to the reference beam for off-axis interferometry. Since the grating and the camera suffice the imaging condition, the optical path length measured from any point on the grating to the corresponding pixel on the camera is constant. As a result, we achieve homogeneous fringe visibility across the whole field-of-view unlike the setup in \[[@r21]\] that simply used reference mirror tilt for off-axis interferometry. We note that the proposed setup is capable of taking quantitative phase images in double-pass transmission mode \[[@r22]\] as well as reflection mode, which is achieved by placing the coherence gate on the glass slide or the cell membrane, respectively.

2.2 Signal processing {#sec2-2}
---------------------

[Figure 1(b)](#g001){ref-type="fig"} shows a measured interferogram with a flat surface as the sample. As expected, the spatial fringes are straight as well as equally spaced when the sample is flat. The total measured intensity at the CMOS camera can be written as $$I\left( {x,y} \right) = I_{R} + I_{S}\left( {x,y} \right) + 2\sqrt{I_{R}I_{S}\left( {x,y} \right)}\cos\left\lbrack {ux + vy + \varphi\left( {x,y} \right)} \right\rbrack\,,$$where $I_{R}$ and $I_{S}\left( {x,y} \right)$are the reference and sample beam intensity distributions, respectively. *u* and *v* represent the frequency of spatial fringes along the *x*- and *y*- axes, and $\varphi\left( {x,y} \right)$ is the spatially varying phase associated with the sample under study. We also acquire a no-fringe image that represents the DC component in Eq. (1) by shifting the coherence gate out of the sample. By subtracting the no-fringe image from the original interferogram, we get only the interference term.

[Figure 2 (a)](#g002){ref-type="fig"} Fig. 2Surface profile of a 40 microns diameter polystyrene microsphere measured using our single-shot full-field reflection phase microscope. (a) Interferogram after subtracting the no fringe image representing the DC signal, (b) amplitude component of the 2-dimensional Fourier transform of (a), (c) spatially filtered image of (b), (d) phase component of the inverse Fourier transform of (c), and (e) unwrapped phase image derived from (d). shows interference portion of the 2-D interferogram recorded by our full-field reflection phase microscope, using a 40 microns microsphere immersed in water as a sample. The fringes, which are straight and equally-spaced for a flat sample, are changed by the modified wavefront of the sample beam reflected off the microsphere. In order to extract the profile of the sample under investigation, we take Hilbert transform of the interference portion of the 2-D interferogram, which yields both amplitude and phase of the returning sample beam. In the past, this approach has been used to retrieve sample amplitude and phase information in a transmission type quantitative phase microscope \[[@r12], [@r23]\]. [Figure 2 (b)](#g002){ref-type="fig"} shows the amplitude of the 2-D Fourier transform of the interferogram in [Fig. 2 (a)](#g002){ref-type="fig"}. More specifically, the 1^st^ and −1^st^ order components are shown in the first and third quadrants, respectively. We crop the 1^st^ order component in the Fourier image, shift it to the center of the Fourier plane (see [Fig. 2 (c)](#g002){ref-type="fig"}), and then take the inverse Fourier transform. The phase of the inverse Fourier transformed image ([Fig. 2 (d)](#g002){ref-type="fig"}) provides the optical phase of the sample beam wavefront. By applying 2-D spatial phase unwrapping, the surface profile of the sample without 2π phase ambiguity is obtained as shown in the [Fig. 2 (e)](#g002){ref-type="fig"}. The high measured phase profile of the bead can be explained by the fact that in reflection phase setup the change in phase $\Delta\varphi$ is linearly related to the change in the axial position Δ*l* as $$\Delta l = \frac{\lambda}{4n_{m}\pi}\Delta\varphi\,,$$where *n~m~* is the refractive index of the medium (*n~m~* = 1.33 for pure water).

3. Results and discussion {#sec1-3}
=========================

3.1 Common mode noise rejection and measurement sensitivity {#sec2-3}
-----------------------------------------------------------

Intrinsic membrane fluctuations in living cells are typically on the order of a nanometer or less; the measurement of these small membrane fluctuations requires the development of quantitative phase microscopes with high signal-to-noise ratio (SNR). In this section, we show the measurement sensitivity of our full-field RPM in terms of the least detectable axial motion; the configuration to measure the measurement sensitivity is shown in [Fig. 3(a)](#g003){ref-type="fig"} Fig. 3(a) Configuration to determine the sensitivity of FF-RPM. and (b) Measured phase fluctuation (radian) as a function of applied voltage. M~i~: i^th^ mirror, PZT: Lead Zirconate Titanate.. The full-field illumination shines on both the surfaces; mirror M1 mounted on a translation stage and mirror M2 attached to a Lead Zirconate Titanate (PZT) actuator.

In order to suppress the common mode noise due to independent mechanical or thermal fluctuations of the reference beam path with respect to the sample beam path, we utilize a self-phase referencing method which is previously described in Ref \[[@r19]\]. Since the phase of all the points in the full-field illumination is acquired at the same time, every point in the field of view shares the same interferometric noise as any other point. We take the phase measured from a portion of the beam illuminating the reflector M1 as the reference phase, representing the common-mode noise. By subtracting this reference phase from the phase of the subsequent points on M2, we remove the common-mode noise to obtain actual fluctuation of the surface M2.

To demonstrate common-mode phase noise rejection, the PZT actuator was driven at the frequency of 400 Hz whereas the amplitude of the PZT driving voltage was varied from 0.02 - 5 Volts. Single-shot phase images of the M1 and M2 were acquired simultaneously for duration of 1 second at 1 millisecond intervals. The temporal power spectral density (PSD) was calculated from the temporal fluctuation of the phase measured from M2, and the square-root of the PSD at 400 Hz was selected to determine the axial motion signal. [Figure 3(b)](#g003){ref-type="fig"} shows the measured axial motion at 400 Hz versus PZT driving voltage; the plot is well fit by the line 14.5 mrad/Volt. [Figure 3(b)](#g003){ref-type="fig"} also shows the noise floor estimated by taking the average of the square-root of the PSD from 395 - 405 Hz excluding the 400 Hz frequency. The maximum noise was only 0.44 $mrad/\sqrt{Hz}$. This corresponds to 21 $picometers/\sqrt{Hz}$, since, in a reflection-mode phase-sensitive setup, the change in phase $\Delta\varphi$ is linearly related to the change in the axial position Δ*l* as illustrated in Eq. (2).

3.2 Quantitative phase imaging of live cells {#sec2-4}
--------------------------------------------

To demonstrate high-speed quantitative imaging of live cells, we sub-cultured HeLa cells on glass slides 2 days before the measurement and immersed in standard culture medium (Dulbecco\'s Modified Eagle Medium). As mentioned earlier, our setup is capable of taking transmission phase images as well as reflection phase images. [Figures 4(a)](#g004){ref-type="fig"} Fig. 4(a,b) Location of coherence gate for double-pass transmission and reflection phase imaging, respectively. (c) Double-pass transmission phase image of a HeLa cell, and (d) Single-shot reflection phase image of the region inside square box in (c). and [4(b)](#g004){ref-type="fig"} show the location of the coherence gate for double-pass transmission phase imaging \[[@r22]\] and the full-field reflection phase imaging, respectively. In double-pass transmission phase imaging, the illumination light passes through the cell, reflects off the glass surface and then passes through the cell again \[[@r22]\]. The measured transmission phase difference $\Delta\varphi_{T}$is related to the sample height as $$h\left( {x,y} \right) = \frac{\lambda}{2\Delta\overline{n}} \cdot \frac{\Delta\varphi_{T}\left( {x,y} \right)}{2\pi}.$$where $\Delta\overline{n}$is the mean of the refractive index difference between culture medium and cytoplasm and *h* is the height of the cell. [Figure 4(c)](#g004){ref-type="fig"} shows the corresponding transmission phase image of a live HeLa cell. The height of the cell was roughly estimated to be 8.5 $\mu m$by substituting $\Delta\overline{n}$ = 0.03 \[[@r24]\] and $\Delta\varphi$ = 4 in Eq. (2).

For full-field reflection phase imaging, the focal plane as well as the coherence gate are placed on the cell surface. Since the backscattered light from out-of-coherence gate region does not contribute to the interference, we gather the full-field phase information \[see [Fig. 4(d)](#g004){ref-type="fig"}\] of cell surface within the coherence gate as depicted in [Fig. 4(b)](#g004){ref-type="fig"}. To get maximum contribution from cell plasma membrane, we adjust the reference arm mirror so that the coherence gate is centered at the surface. This indicates that, at the most, only half the coherence gate (2 µm) is inside the cell. Moreover, due to the Gaussian nature of the coherence gate, most of the signal contribution would be from regions neighboring the center of the coherence gate. In this case, the reflection phase difference $\Delta\varphi_{R}$is directly related to the height difference $\Delta h\left( {x,y} \right)$ as $$\Delta h\left( {x,y} \right) = \frac{1}{2n_{m}}\lambda\frac{\Delta\varphi_{R}\left( {x,y} \right)}{2\pi}\,,$$where $n_{m}$ is the refractive index of the culture medium (typically $n_{m}$ = 1.335). Substituting Δ*φ~R~* = 25 radians in Eq. (4), the differential height of the cell sampled by the coherence gating is estimated to be 1.2 µm. This illustrates that since our method employs coherence gating \[see [Fig. 4 (b)](#g004){ref-type="fig"}\], the acquired reflection phase image is a partial shape of the cell surface. We note that the features (or roughness) of the phase image in [Fig. 4(d)](#g004){ref-type="fig"} may be attributed to the speckle phase noise due to high spatial coherence of the source. Using an optical source with lower spatial and temporal coherence will help reduce the speckle phase noise as well as further suppress contributions from the internal organelles that are rather close to the cell plasma membrane.

The advantage of the reflection-mode imaging is also evident when comparing Eqs. (3) and (4) in the context of SNR. In other words, assuming that the phase sensitivity of the transmission and reflection-mode measurements is same, the height resolution (or measurement sensitivity) of the reflection phase imaging is 40 times $\left( {n_{m}/\Delta n} \right)$ better than that of transmission measurement. Moreover, the reflection phase image will reveal the shape of the cell surface independent of the distribution of intracellular refractive index since it depends only on the refractive index of the medium which can be accurately measured by a conventional refractometer.

3.3 Measurement of cell membrane fluctuation {#sec2-5}
--------------------------------------------

As discussed in section 1, membrane fluctuations are intrinsic indicator of overall cellular condition and have been used in the past to successfully estimate membrane mechanical properties in relation to different stages of malaria infection in human red blood cells \[[@r3]\]. But for eukaryotic cells having complex internal structures, our full-field reflection phase microscope is well-suited to selectively measure membrane fluctuations by effectively choosing to reject contributions from the internal cellular structures.

To demonstrate our system's capabilities, we have studied the membrane fluctuations in HeLa cells under different cell conditions. More specifically, we prepared (i) a sample of living normal HeLa cells, (ii) a fixed HeLa cell sample after treatment with 2% paraformaldehyde and (iii) a sample of HeLa cells treated with 8 nM Cytochalasin-D which inhibits actin polymerization \[[@r25]\]. The frame rate of the image acquisition was set to 1 kHz and the data was recorded for duration of 1 sec for each cell. As shown in [Fig. 5(a)](#g005){ref-type="fig"} Fig. 5Setup and results of the cell membrane fluctuation measurement. (a) Location of coherence gate; the sample is tilted to simultaneously acquire membrane fluctuations as well as background phase from the coverslip. (b) Power spectral density of membrane fluctuations as a function of frequency for three different populations: blue, formalin fixed; green, normal; and red, Cytochalasin-D treated HeLa cells., the sample under test was tilted to simultaneously acquire membrane fluctuations as well as background phase from the coverslip. By subtracting the background phase change observed on the coverslip, the common-mode mechanical noise was eliminated. We measured the temporal fluctuations on the cell surface and calculated the PSD of membrane motion for each cell. [Figure 5(b)](#g005){ref-type="fig"} shows the mean PSD for each cell population. The number of normal, fixed, and Cytochalasin-D treated cells used in this study were N = 22, 20, and 33, respectively. As expected, the PSD of the fixed cells was measured smaller and flatter than the normal ones implying that the cell membrane became stiffer after chemical fixation. On the other hand, the PSD of the Cytochalasin-D treated cells was measured larger than the normal ones implying that the cell membrane became softer due to the inhibition of actin polymerization.

4. Conclusion {#sec1-4}
=============

We have proposed and demonstrated, for the first time, a quantitative reflection phase microscope based on *en-face* optical coherence tomography and off-axis digital holography. The setup utilizes a diffraction grating in the reference arm to provide the desired angular tilt to the reference beam for off-axis interferometry. The full-field illumination allows single-shot phase measurement of multiple points on the surface of interest and enables the use of self phase-referencing method to reject common-mode noise inherent in interferometric setups using a separate reference arm. In our full-field reflection phase microscope, the self-phase referencing suppressed phase detection noise down to as low as 21 $picometers/\sqrt{Hz}$. With such high phase sensitivity, we were able to resolve thermal motion of the cell surface in the field of view, which was on the order of 100 picometers to 150 nanometers. A potential application of the full-field reflection phase microscope is to use the membrane fluctuations to estimate the mechanical properties of cell membrane; these variations in cell membrane mechanical properties can serve as non-invasive biomarker to study pathophysiology of general cell types \[[@r13]\]. Another future direction includes full-field and multi-cell imaging of cellular electromotility, including cell membrane motion driven by the action potential in single mammalian cells \[[@r26]\].
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